Abstract: Soil geochemical data from sample sites in counties that reported occurrences of anthrax in wildlife and livestock since 2000 were evaluated against counties within the same states (MN, MT, ND, NV, OR, SD and TX) that did not report occurrences. These data identified the elements, calcium (Ca), manganese (Mn), phosphorus (P) and strontium (Sr), as having statistically significant differences in concentrations between county type (anthrax occurrence versus no occurrence). Tentative threshold values of the lowest concentrations of each of these elements (Ca = 0.43 wt %, Mn = 142 mg/kg, P = 180 mg/kg and Sr = 51 mg/kg) and average concentrations (Ca = 1.3 wt %, Mn = 463 mg/kg, P = 580 mg/kg and Sr = 170 mg/kg) were identified from anthrax-positive counties as
Introduction
B. anthracis infections in wildlife and livestock have been recognized as a critically important disease in the United States for over 200 years. Historical data on environmental, weather/climate and geographical factors that influence the occurrence of these infections are well known and include; (1) warm seasons during dry periods that follow moderate to heavy precipitation events (weather/climate); (2) regions containing post-flood organic detritus and/or short dry grazing grasses (environmental); and (3) topological lows, such as waterholes or riverbanks, calcareous and alluvial soils with elevated nutrient content and pH values greater than 6.0 (geology). Other geological factors that may influence B. anthracis outbreak occurrence, as noted through in vivo or in vitro observations, are elevated phosphate (which results in higher protective antigen production), magnesium, sodium, copper, zinc (needed for lethal factor production) and manganese (typically found in very low concentrations in calcareous soils and needed for gene regulation of exotoxins and antibiotics) [1] [2] [3] [4] [5] .
There are over 140 strains of Bacillus anthracis, and all pathogenic strains carry both pX01 and pX02 virulence plasmids [6] . Two separate groups of B. anthracis, the "Ames" and Western North America (WNA) clades, are responsible for wildlife and livestock anthrax outbreaks in North America. Animal outbreaks of anthrax are a common occurrence in the contiguous United States, and they are typically constrained to a few geographical regions (e.g., Texas, Minnesota, Montana and the Dakotas). The "Ames" or "Ames-like" clade has caused periodic outbreaks in southern Texas and is believed to have been introduced through the importation of infected livestock during European colonization [7, 8] . The WNA clade is genetically most similar to isolates of the Eurasian clade and account for ~89% of non-human cases in North America [7] . It is believed that the WNA clade was introduced to the Americas by human migration across the Bering Strait that occurred prior to ~11,000 years ago when the land bridge between Asia and North America last closed at the end of the Younger Dryas [7, 9, 10] . Genetic analyses of WNA clade isolates show evidence of a north to south distribution pattern that is rooted in northern Canada [7] . Costs associated with outbreaks can be significant. The 2005 North Dakota outbreak was estimated to have cost ~$650 thousand U.S. dollars (costs associated with activities, such as surveillance, diagnosis, immunization and disposal) [11] . Similarly, the periodic large outbreaks that affect bison and other wildlife in Canada are believed to cost ~$500 thousand Canadian dollars per episode, and various Canadian agencies spend an estimated $15 thousand to $26 thousand per year on aerial carcass surveillance [12] . Even small outbreaks can significantly impact the economic well-being of the livestock industry, where profit margins are based on low expected annual herd losses [13] .
Given the geographic restriction of most annually-occurring cases and outbreaks of anthrax in the contiguous United States, geochemical data obtained by the U.S. Geological Survey's (USGS) "North American Soil Geochemical Landscapes Project" were evaluated in collaboration with the Environmental Protection Agency (EPA) to determine which elements may influence the background distribution of this pathogen. These data may help decision makers better prepare for and mitigate potential or actual outbreak events and provide an accurate graphical representation of areas within the contiguous United States that favor the natural propagation of this species.
Experimental Section

Sample Sites and Geochemical Data
Using a generalized random tessellation stratified design for sample site selection, 4,857 sample sites (~1 site per 1,600 km 2 ) were utilized for the USGS North American Soil Geochemical Landscapes Project, and 209 of those sites were utilized in this study [14] . In a major geochemical mapping project such as this, the quality of chemical analyses is of utmost importance. Reimann et al. (2008) recommend the following five quality control (QC) procedures [15] :
• Collection and analysis of field duplicates;
• Randomization of samples prior to analysis;
• Insertion of international reference materials (RMs);
• Insertion of project standards; and • Insertion of analytical duplicates of project samples.
In this project, field duplicates were not collected. This approach was evaluated during the pilot studies (Smith et al., 2009 ) and reported on by Garrett (2009) [16, 17] . Based on the results of the pilot studies, it was felt that the additional collection of field duplicates during the national-scale study would not add significantly to the QC analysis and, therefore, was not worth the added expense. The remaining four QC procedures were carried out fully.
To estimate trueness as measured in terms of bias, one or more standards consisting of both international RMs and internal project standards were analyzed with the project samples. In this project, trueness estimation was done on three separate levels. The USGS contract laboratory analyzed an RM with every batch of 48 samples. At the second tier, the USGS QC officer inserted at least one RM between every batch of 20-30 samples. The USGS principal investigator for the project (David B. Smith) initiated the final QC tier, which included the insertion of two blind RMs within each batch of 20-30 samples. Precision was assessed both by repeated analyses of RMs and by replicate analyses of real project samples. Quality control samples (RMs and analytical duplicates) constituted approximately 12% of the total number of samples analyzed. A complete discussion of the QC protocols used in this project, including detailed tables of bias and precision, is given in Smith et al. (2013) [14] .
In short, the <2-mm fraction of each sample that was collected from a depth of 0 to 5 cm below the soil surface was analyzed for aluminum (Al), arsenic (As), calcium (Ca), iron (Fe), mercury (Hg), potassium (K), magnesium (Mg), sodium (Na), sulfur (S), titanium (Ti), silver (Ag), barium (Ba), beryllium (Be), bismuth (Bi), cadmium (Cd), cerium (Ce), cobalt (Co), chromium (Cr), cesium (Cs), copper (Cu), gallium (Ga), indium (In), lanthanum (La), lithium (Li), manganese (Mn), molybdenum (Mo), niobium (Nb), nickel (Ni), phosphorus (P), lead (Pb), rubidium (Rb), antimony (Sb), scandium (Sc), selenium (Se), tin (Sn), strontium (Sr), tellurium (Te), thorium (Th), thallium (Tl), uranium (U), vanadium (V), tungsten (W), yttrium (Y) and zinc (Zn) [14] . Elemental concentrations were reported as weight percent (wt % = Al, Ca, Fe, K, Mg, Na, Ti and S) or milligrams per kilogram (mg/kg) [14] . Figure 1 illustrates state counties reporting outbreaks or cases of anthrax in agricultural animals/wildlife since 2000 (red counties). States utilized for statistical analyses included Minnesota, Montana, North Dakota, Nevada, Oregon, Texas and South Dakota. State county outbreak and case data were compiled from state animal health organizations and the National Animal Health Reporting System [18] . Geochemical sample sites (USGS Geochemical Landscape Project sample site numbers presented in data tables [14] ) were chosen within each county ( Table 1 
B. Anthracis Case and Outbreak Data by State County, 2000-2013
Statistics
The non-parametric Mann-Whitney U test was utilized to evaluate differences in geochemistry between counties where anthrax outbreaks or cases had been reported since the year 2000 and counties within the same states where no cases were noted for the same time period using SPSS (IBM, Tampa, FL, USA) [19] . 
Results and Discussion
Comparing 120 sample sites from 46 counties (seven states, MN, MT, NV, ND, OR, TX and SD) that had reported anthrax outbreaks or cases to 89 sites from 27 counties (same states) that did not report outbreaks or cases resulted in the identification of seven elements with statistically significant differences in their respective concentrations (Table 2 , all counties, Column 2). These elements included Ca (p = 0.006), Nb (p = 0.035), Ni (p = 0.028), P (p = 0.028), S (p = 0.002), Sn (p = 0.024) and Sr (p = 0.041). With the exception of Nb and Sr, the total state average of elemental concentrations was higher in anthrax-positive counties. When the elements were looked at individually, several trends emerged.
Strontium
When contrasting the elements by each state, only Sr had average concentrations that were higher in all anthrax-positive counties versus anthrax-negative counties, and the lowest observed concentration was 116 mg/kg. Strontium data were significantly different in three of the seven states.
Calcium
These concentrations were similar in both types of counties, with only one instance where average concentrations in negative counties exceeded positive counties, and that was in NV at 5.05 and 3.03 wt %, respectively. This anomaly can be explained in that the average concentrations in both the negative and positive counties were the second and third overall highest average concentrations in comparison to the data obtained from each of the other evaluated states. Overall, calcium data were significantly different between county types in three of the seven states. 
Phosphorus
Phosphorus concentration averages in NV (886 mg/kg) and MT (827 mg/kg) were greatest in negative counties, but these concentrations were the third and fourth highest overall concentrations in comparison to the data obtained from the other states. Overall, P data were significantly different in three of the seven states.
Nickel
Average Ni concentrations by state, with the exception of MT, were higher in anthrax-positive counties. The Ni concentrations in the MT counties averaged 20 mg/kg, which was the fourth highest overall. The only significant difference in Ni concentrations by state occurred in SD.
Niobium
Significant differences in total Nb concentrations occurred with only two states showing contrasting data, TX and OR, with average concentrations higher in anthrax-positive counties and in anthrax-negative counties, respectively.
Manganese
Manganese concentrations, while not significant for the total data set (p = 0.07), were significant when contrasting counties in TX, ND, SD, MN and NV. Only in MN was a significant difference noted where the Mn average concentration was greater in negative counties, and in this instance, the negative county average was the second highest observed (1144 mg/kg) across all states. Elevated concentrations such as this may mask a relationship.
Sulfur
The total S significant difference (high concentrations in negative counties) occurred over a small concentration range (0.02 to 0.19 wt %), and the only state-level significant difference that occurred was with the TX data set, which was opposite (high concentrations in positive counties) of the total.
Other Elements
Similar to the observation with sulfur, the total Sn significant difference (high concentrations in positive counties) was opposite that observed with the two state-level data sets. Several other elements, such as Al, Ba, Mo, Na, Pb, Rb and Tl, exhibited significant differences in multiple or individual states, but in many cases, one state produced a significant difference in anthrax-positive counties and, in another, in anthrax-negative counties. Cesium data produced a significant p-value below 0.05, but this was dismissed, due to the fact that 170 of the 209 data points were below the MDL. Of the remaining four elements (Ag, Cd, Te and Se) with MDL data, none produced p-values below 0.05. Figure 1 illustrates the counties used for statistical analyses and the data (Mann-Whitney U p-values and, in relevant cases, the average elemental concentrations) are listed in Table 2 . Of the 40 elements screened, seven (Ca, Nb, Ni, P, S, Sn and Sr) gave significant differences when samples from all seven states were evaluated as a whole. Of these, eight were positive (meaning the concentration was higher in anthrax counties) significant differences and one (Nb) was negative (the concentration was lower in anthrax counties). The Nb differences resulted in both negative (OR) and positive (TX) "by state" results, questioning the strength and/or validity of this "total" observation. The overall differences in concentrations of other elements, such as Ni and S, also resulted in both significant negative and positive results, and thus, the overall observation is either weak or not valid. The significant difference with Ni is also considered weak given that this was derived from a single positive difference (p = 0.01) that was observed within the SD sample set. This observation was also noted with the S data. It may be that one of these or other elements do contribute to virulence, but further research is needed to determine the potential role and threshold concentrations. The remaining three overall positive differences (Ca, P and Sr) had significant p-values in at least three of the seven states for each element. For Mn, there was one negative (due to the second highest average concentration at 1144 mg/kg, relative to the overall seven-state data set average of 808 mg/kg) and four significant positive state data. Manganese was selected for inclusion in the group of selected relevant elements (Ca, Mn, P and Sr) given the predominance of significantly positive state data and the skew produced by the lone negative. The regional distribution and concentration ranges for these four elements (Ca, Mn, P and Sr) and Zn (an element required for the lethal factor) are illustrated in Figure 2 . Calcium, Mn and P have also been recognized as elements influencing the growth and/or virulence of this pathogen [1, 5, 20, 21] . Other elements that have been reported to influence this pathogen include Na and S [2, 4] , and both of these elements resulted in at least one significantly positive state data set ( Table 2 ). Also of note are elements, such as Ba and Rb (both close neighbors to calcium and strontium in the periodic table), which produced multi-state negative significance data, that may inhibit virulence by mechanisms, such as mimicking a critical virulence element [22] . In this case, the probability of conversion is suppressed in geographic regions where the mimicking element exceeds a given threshold concentration. It is interesting (as can be observed in Figure 3 ) that the concentrations of both of these elements are relatively low in many of the anthrax-positive counties of ND, SD, MN and TX.
Using concentrations observed at sample sites in the states listed in Table 2 for Ca, Mn, P and Sr, several tentative threshold concentrations can be selected for each element in regard to the likelihood of an outbreak occurring at a given location. As an example, the minimum concentration observed in any of these state counties for Ca is 0.43 wt %, and the lowest significant average listed in Table 2 is 1.3 wt %. These concentrations can be utilized as putative thresholds for an investigative tool to determine the likelihood of a naturally occurring outbreak being "potential" at 0.43 wt % or above and "likely" at 1.3 wt % or above. Similarly, "potential" and "likely" thresholds can also be set for Mn (144 and 463 mg/kg), P (180 and 580 mg/kg) and Sr (51 and 170 mg/kg). Figure 4 illustrates those sample sites where those upper or "likely" concentration levels occurred both individually and in combination. 
Conclusions
The evaluation of geochemical data from a series of selected sample sites in seven states identified four elements that had significant differences in concentrations between anthrax-positive and anthrax-negative counties. The elements were Ca, Mn, P and Sr, which in part match historical observations. Tentative threshold values based on the lowest concentrations and the lowest average concentrations of each of these elements, in the anthrax positive-counties utilized in this study, were identified for use as prospective tools for determining whether or not a naturally occurring outbreak had "potential" or was "likely" at any given geographic location. While these elemental threshold values are preliminary in nature, they present an investigative tool that can be refined through future high-resolution studies that need to be conducted in and around "endemic" areas. The USGS data set is a valuable tool that can be used to determine the background distribution of pathogens in soils of the contiguous United States. Being able to predict the natural occurrence of this agent may help guide animal and public health planning and response efforts. These data also provide insight to assist in environmental remediation decisions following a suspected outbreak or release of this agent and, overall, provide a roadmap forward for investigating the natural background occurrence of other select agents.
